Purification of Miro interacting proteins. (A)
Western blotting with an α-Flag antibody of the following fractions from HEK293 cells expressing FLAG-Miro1 or FLAG-Miro2: whole cell lysate supernatant (SUP), flow-through unbound to the beads (F.T.), last wash (W) and elution. The expression of the transgene has been induced (+) or not (-) by the addition of 1 nM doxycycline (Dox). (B) Silver-stained SDS-Page of the elutions from normal HEK293 (control), FLAG-Miro1 or FLAG-Miro2 expressing cells. The band indicated by an asterisk is the appropriate size for being FLAG-Miro. (C) Stable isotope labeling with amino acid in culture (SILAC) strategy to discriminate proteins bound to Miro in vivo from those binding as a consequence of cell lysis. Cells expressing FLAG-Miro1 are cultured in a medium containing non-labeled Arginine and Lysine, while wild type cells are cultured in a medium containing 15 N-13 C ("heavy")-labeled Arginine and Lysine. "Light"-and "heavy"-labeled cells are mixed before lysis, immunoprecipitation, and mass-spectrometry detection. The heavy label causes a mass shift of 8 Da for Lysine tryptic peptides and 10 Da for Arginine tryptic peptides. Proteins that were bound to Miro1 before lysis should be exclusively light-labeled, while proteins that bound to Miro1 after lysis should be equally light-and heavy-labeled. The SILAC ratio can thus be used as a proxy for specificity. Red sequences are those used for generating the CRISPR guide RNA. Clone #1 bears a 5 bp deletion causing a frameshift in exon 7. Clone #2 bears a deletion spanning from exon 7 to exon 8, causing a deletion of 54 aminoacids and a frame-shift. Right, western blotting of whole cell protein extracts from normal KERMIT cells (WT), the same cells treated with siRNA against Miro2, or cells from Clone #1 and #2 treated with Miro2 siRNA. Top, detection with α-Miro antibody. Although this antibody is sold as an α-Miro1 antibody, it is raised against a peptide that is conserved between Miro1 and Miro2, and therefore recognises both. Most of the western signal actually comes from Miro2. Bottom: an α-GAPDH antibody is used as a loading control. Non-cropped western blots for Fig. 2F and Supplementary Figs. 1A, 3A 
